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Supplementary Materials and Methods

S. cerevisiae culture conditions.
Yeast cells of the strain DS1-2b (Y2197; MAT, his3-Δ200 leu2-Δ1 trp1-Δ63 ura3-52, (kindly provided by the Hurt group/University of Heidelberg Biochemistry Centre) for transformations were grown in rich YPD medium. Transformation was performed as described previously (1) . Yeast strains were grown in selection medium: synthetic dextrose complete medium or synthetic raffinose complete medium. Synthetic raffinose complete medium was used if a construct containing a galactose promoter was present in a strain. Galactose was added to a final concentration of 1%. Precultures were grown overnight at 30 °C at 120 rpm and used to inoculate new cultures that were grown to OD600=0.5 to further proceed with experimental procedures.
Cell culture conditions.
HEK293T (ATCC) were incubated for 4 hours with growth medium containing either 5mM HU, 10mM HU, 0.5 mM MMS, or 10µg/ml CHX. Later cells were scraped in ice cold lysis buffer (25mM Tris-HCl, pH 8.0, 150 mM NaCl, 0.5% Triton X100, 2 mM EDTA, 1 mM NaF, protease inhibitor cocktail (#04693159001, Roche), and PhosStop ® (#04906837001, Roche) and sonicated in an ultrasonic bath (Merck) for 10 min.
Protein lysates were blotted on nitrocellulose membranes and subsequently incubated at 4°C overnight with anti-CHK-2 (1:1000, #2662, Cell Signaling), anti-phospho-Chk-2 (Ser516) (1:1000, #2669, Cell Signaling), and anti-phospho-Chk-2 (Thr68) (1:1000, #2197, Cell Signaling) antibodies according to the manufacturer's protocol. 
